REMARKS/ARGUMENTS 



Before turning to the status of claims and the rejections, Applicants, again, note the new 
Power of Attorney and Change of Address form filed with Applicants' prior response on 
February 9, 2006. Unfortunately, despite the change in correspondence address, the Advisory 
Action of December 18, 2006 was still mailed to Applicants. The Examiner is respectfully 
requested to update the records, and mail all future communications to the current address, to the 
attention of the undersigned attorney. 

Prior to the present amendments, claims 1-25 were pending in this application and stood 
rejected under 35 U.S.C. § 103. Claim 1 has been amended and claim 14 has been canceled as 
being redundant with claim 1 as currently amended. The amendments of claim 1 are fully 
supported by the specification as originally filed, including original claim 14, and do not add new 
matter. The amendments were made without prejudice or disclaimer. Applicants explicitly 
retain the right to pursue any deleted subject matter in one or more continuing applications. 

Claim Rejections - 35 U.S.C. §103 

1 . Claims 1 -7, and 9-24 were rejected as allegedly obvious over Hart et al. 
(BIO/TECHNOLOGY Vol. 12, November 1994) in view of Wetzel et al. (EP 0155189). Hart et 
al. was cited for its disclosure of a process for large-scale production of IGF-I from the periplasm 
of E. coli by culturing E. coli host cells having a plasmid comprising an inducible promoter and 
nucleic acid encoding a signal sequence for secretion into the periplasm linked to human IGF-I. 
Wetzel et al. was cited for its teaching of a plasmid comprising an inducible promoter and 
nucleic acid encoding a T4 phage lysozyme. 

2. Claim 8 was rejected under 35 U.S.C. § 1 03(a) as "being unpatentable" over Hart 
et al. in view of Wetzel et al. "as applied to the claims above," and further in view of Wick et al, 
Infect. Immun. 1993, Nov., 61(1 1):4848-56. Wick et al. was cited for its teaching of nucleic acid 
encoding the lamB signal sequence for expression in the periplasm of E. coli. 

3. Claim 25 was rejected under 35 U.S.C. § 103(a) as "being unpatentable" over Hart 
et al. in view of Wetzel et al. "as applied to the claimed above," and further in view of Balbas et 
al. (Gene, 1996 June 12:172(l):65-9). Balbas et al. was cited for its teaching of the plasmid 
pBRTNT, which is an efficient vector for chromosomal integration of clones DNA into the lacZ 
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gene ofE. coli, and of the method for such integration, and that the integration is advantageous 
with respect to stability or undesired copy number effects. 

All rejections were addressed in Applicants' response to the final rejection dated 
September 5, 2006, and all comments made therein are hereby expressly incorporated by 
reference. 

Among other things, Applicants argued that the two primary references, Hart et al. and 
Wetzel et al. could not be properly combined, since there was no motivation for their 
combination in the nature of the problem to be solved, the teachings of the documents 
themselves, or in the general knowledge of those of ordinary skill in the art. In addressing this 
argument, in the Advisory Action of December 18, 2006, the Examiner cited WO 93/24633 as 
allegedly teaching a recombinant E. coli host cell comprising a plasmid containing a biosynthetic 
pathway coding for poly-P-hydroxybutyrate and a plasmid containing a lysozyme gene, and a 
process for the production and recovery of poly-P-hydroxybutyrate by culturing the recombinant 
host cell. According to the Examiner's comments, the "reference shows that lysozyme was 
important in the purification and recovery process of the product from the bacterial cell." From 
this, the Examiner concludes that "one of ordinary skill in the art ... at the time the invention 
was made would be motivated to eliminate or reduce proteoglycan and polysaccharide 
components of the E. coli bacterial cell wall such that the E. coli host cell taught by Hart et al. is 
further transformed with the plasmid vector of Wetzel et al." 

Applicants maintain that, since Hart et al. developed a method in which by in situ 
solubilization and aqueous two-phase extraction recombinant proteins can be recovered from E. 
coli host cells in high yield, there was no motivation to further combine this approach with the 
introduction into the E. coli host cells nucleic acid encoding a lysozyme. In this regard, the fact 
that Applicants' claims do not specifically exclude the in situ solubilization and two-phase 
extraction steps is believed to have no particular relevance. Since these two steps disclosed in 
Hart et al. provided the required result (high yield expression), there is no motivation to combine 
the teaching with the teaching of a reference (Wetzel et al.) teaching a plasmid vector comprising 
an inducible promoter and nucleic acid encoding a T4 phage lysozyme. The teaching of WO 
93/24633 of a the transformation of an E. coli host cell with a plasmid containing a biosynthetic 
pathway coding for poly-P-hydroxybutyrate and a plasmid containing a lysozyme gene does not 
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change the situation. Since Hart et al., without any additional measures, has already provided the 

targeted high yield expression, there has been no motivation to introduce an additional measure 

for solving a problem that has apparently already been solved. 

Nonetheless, even if it is assumed that the cited combination of Hart et al. and Wetzel et 

al. is legally proper, it still does not make obvious the invention claimed in the present 

application. Neither Hart et al. nor Wetzel et al. teaches inducing the expression of the page 

lysozyme only after about 50% or more of the heterologous protein has accumulated, as required 

by the language of claim 1. As explained at page 9, lines 16-32 of the specification: 

"The induction of the gene encoding the bacteriophage lysozyme after expression 
of the nucleic acid encoding the heterologous polypeptide results in a significant increase 
in the amount of insoluble heterologous polypeptide recovered from the periplasm of 

bacteria after mechanical cell disruption [I]t would not be expected that induction [of 

the lysozyme production] at the end of a long fermentation process and after substantial 
product accumulation would produce enough of the phage lysozyme to be effective." 

Thus, it is unexpected, and not taught by the combination of Hart et al. and Wetzel et al., 
that the process disclosed and claimed in the present application enables the attainment of high 
cell density, effective induction an action of the system, and the processing of the lysates derived 
from the high-density cultures, as demonstrated by the Examples of the present application. 

Accordingly, Applicants maintain that the combination of Hart et al. and Wetzel et al. 
does not make obvious the invention claimed in claims 1-7 and 9-13 and 14-24, as currently 
pending. 

Since the further references relied on in the rejection of the remaining claims do not 
supply the teaching missing from the first two references, the remaining claims are not rendered 
obvious either. 

Accordingly, all claims pending in this application are believed to be in prima facie 
condition for allowance, and an early action to that effect is respectfully solicited. 
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Please charge any additional fees, including any additional fees for extension of time, or 
credit overpayment to Deposit Account No. 08-1641 (Attorney's Docket No. 39766-0128 A) . 

Please direct any calls in connection with this application to the undersigned at the 
number provided below. 



HELLER EHRMAN LLP 

275 Middlefield Road 
Menlo Park, California 94025 
Telephone: (650) 324-7000 
Facsimile: (650) 324-0638 



SV 2269823 vl 

4/5/07 9:23 AM (39766.0128) 



Respectfully submitted, 



Date: April 5, 2007 




Ginger' IcDreger 
Reg. No. 33,055 



-9- 



